Age-associated changes in 4D flow CMR derived tricuspid valvular flow and right ventricular blood flow kinetic energy by Barker, N. et al.
This is a repository copy of Age-associated changes in 4D flow CMR derived tricuspid 
valvular flow and right ventricular blood flow kinetic energy.
White Rose Research Online URL for this paper:
http://eprints.whiterose.ac.uk/162685/
Version: Published Version
Article:
Barker, N., Zafar, H., Fidock, B. et al. (10 more authors) (2020) Age-associated changes in
4D flow CMR derived tricuspid valvular flow and right ventricular blood flow kinetic energy. 
Scientific Reports, 10 (1). 9908. 
https://doi.org/10.1038/s41598-020-66958-y
eprints@whiterose.ac.uk
https://eprints.whiterose.ac.uk/
Reuse 
This article is distributed under the terms of the Creative Commons Attribution (CC BY) licence. This licence 
allows you to distribute, remix, tweak, and build upon the work, even commercially, as long as you credit the 
authors for the original work. More information and the full terms of the licence here: 
https://creativecommons.org/licenses/ 
Takedown 
If you consider content in White Rose Research Online to be in breach of UK law, please notify us by 
emailing eprints@whiterose.ac.uk including the URL of the record and the reason for the withdrawal request. 
1SCIENTIFIC REPORTS |         (2020) 10:9908  | ǣȀȀǤȀ ? ?Ǥ ? ? ? ?Ȁ ? ? ? ? ?Ǧ ? ? ?Ǧ ? ? ? ? ?Ǧ
www.nature.com/scientificreports
Ǧ ?ƪ
CMR derived Tricuspid Valvular 
	
	
Natasha arker ?ǡ ?ǡZafar ?ǡ ?ǡFidock ?ǡElhaa ?ǡAl-
Mohaad ?ǡ ?ǡRothan ?ǡ
Ǥiel ?ǡ ?ǡ ?ǡǤǤ
eest ?ǡWestenerg ?ǡ
ǤSift ?ǡ ?ǡǤWild ?ǡ ?ǡPlein ?Ƭ
arg ?ᅒ
ȋȌǤ
ǦǤ	Ǧƪȋ ?ƪȌ
ƪ
Ǥ
ƪȋȌǤ
ǦƪƤǤ
ơǦƪ
ƪǤǡƤǦ
 ?ƪȋȌ ?Ǥ ?Ǥ
 ?ƪǤ
ǤǦȋ= − ?Ǥ ?ǡ= ?Ǥ ? ?ȌǦ 
ȋ= ?Ǥ ? ?ǡ< ?Ǥ ? ?ȌǤǡ
ƪȀȋ= − ?Ǥ ? ?ǡ< ?Ǥ ? ?Ȍ
Ǥ	ǡ
ǡȀ ?ƪ
ȋ− ?Ǥ ? ? ?Ǥ ? ?ǡ< ?Ǥ ? ?ȌǤ
 ?ƪƪȀǤ
 ?ƪǤ
Age is an independent risk factor for the development of heart failure(HF), and acute heart failure is the com-
monest presentation in the elderly1,2. With ageing, the heart undergoes structural and functional changes. With 
ageing, the heart adapts to vascular stifening associated with increased thickness of the let ventricular wall and 
ibrosis. hese changes, in turn, leads to diastolic failure secondary to increased aterload. Additionally, pulmo-
nary vasculature is likely to get afected by age-associated arterial remodelling, resulting in the stifness of pul-
monary vasculature thus leading to elevated PAPs. he ability of the heart to adapt to physiological changes and 
compensatory mechanisms also diminishes with ageing including changes in contractility, maximal heart rate, 
end-systolic and diastolic volumes and increased pulse pressure with elevated let heart illing pressures due to 
blood vessel stifening. hese changes lower the threshold for the development of hypertension, diastolic dysfunc-
tion and heart failure3,4. he let ventricular (LV) functional and structural changes associated with ageing are well 
established and are in routine use for the assessment of systolic and diastolic LV function5. he LV ageing process 
can potentially be determined by mitral inlow derived low velocities, and, as more recently demonstrated, LV 
blood low kinetic energy (KE)6.
 ?ǡƬǡƥǡƥǡǤ ?ƥ
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Interestingly, only a few studies have described the impact of ageing on right ventricular (RV) structure and 
function7,8. Similar to the LV, tricuspid valve (TV) inlow and RV blood low may be better associated with ageing 
than the usual functional parameters and thus could play a role in the RV diastolic functional assessment which 
is not routinely done. he studies have also shown the impact of ageing on physiological changes in let and right 
ventricular ejection fraction (EF), end-systolic volume (ESV) and end-diastolic volume (EDV) in cohort with 
normal cardiac functional and structural values. Hence for identiication of abnormality and prediction of patient 
outcome, it is prudent to understand the age-related normal structural and physiological cardiac functions9. 
hese indings underline the importance of using age-adapted values as the standard of reference when evaluating 
CMR studies.
RV diastolic dysfunction (RVDD) has been deined as an increase in RV illing pressures, caused by passive 
(RV chamber stifness) and active (impaired RV relaxation) mechanical abnormalities of the ventricular muscle 
function during diastole10. RVDD is an important prognostic marker in several cardiopulmonary disorders; such 
as - pulmonary embolism, pulmonary arterial hypertension and congestive heart failure11–16. he changes in RV 
function, with age, are mainly due to diastolic illing mechanisms, however there is no direct impact on RV sys-
tolic function. his was demonstrated by Lindqvist et al. where they used tissue Doppler methods to deine RV 
function and conventional Doppler to study RV illing properties17. hey demonstrated that age does not afect 
systolic RV function. he changes in RV function due to age are related to the diastolic illing velocities, which 
mirror those of the LV. In their study, the tricuspid E/A ratio was conversely associated with ageing. Even though 
RVDD can be assessed by conventional imaging methods, we still need semi-automated robust methods which 
reduce operator variability and can be used as reliable imaging biomarkers.
We hypothesise that the TV low quantiied by the advanced retrospective valve tracking (RVT) method and 
RV blood low quantiied by novel kinetic energy (KE) mapping using four-dimensional low (4D low) car-
diovascular magnetic resonance (CMR) will demonstrate stronger association to ageing when compared with 
standard RV functional parameters. Hence, the main aim of this study was to investigate the association of RVT 
quantiied tricuspid low and RV blood low KE parameters to age. Secondly, we aimed to establish the reproduc-
ibility of the novel RV KE parameters for clinical translation.
Methods
Ǥ Healthy volunteers between the ages of 20 to 80 year, were prospectively recruited from 
two centres: Leeds, UK and Leiden, the Netherlands (32 males; mean age, 41.5 ± 17; range 20–73; and 21 females; 
mean age, 50.1 ± 16.8; range 27–80), as previously published5. Patients had no history or symptoms of cardio-
vascular disease, they were not on cardiovascular medications and had no contraindications to CMR. he study 
protocol was approved by the National Research Ethics Service (12/YH/0169) in the UK and the institutional 
Medical Ethical Committee (P11.136) in Leiden. he study complied with the Declaration of Helsinki and all 
healthy volunteers gave written informed consent.
Ǥ CMR was performed on a dedicated cardiovascular 1.5Tesla 
Philips Ingenia system equipped with a 28-channel coil and Philips dStream digital broadband MR architecture 
technology. he CMR protocol has been described before6. he CMR protocol included the following: cine imag-
ing including short-axis contiguous stack. All cines were acquired with a balanced steady-state free precession 
(bSSFP), single-slice breath-hold sequence. Typical parameters for bSSFP cine were as follows: SENSE factor 2, 
lip angle 60°, echo time (TE) 1.5 milliseconds, repetition time (TR) 3 milliseconds, ield of view 320–420 mm 
according to patient size, slice thickness 8 mm, and 30 phases per cardiac cycle.
For whole heart 4D low, the ield of view (FOV) was planned in trans-axial plane making sure the whole 
heart was in FOV. If the necessary number of slices was increased. 4D low was done using fast ield echo (FFE) 
pulse sequence (EPI based, 3D) with retrospective ECG-triggering. he acquisition voxel size was kept as close as 
possible to 3 × 3 × 3 mm3. Field-of-view and number of slices (i.e., the 3D volume) were adapted to the subject’s 
size. he standard scan parameters were: echo time 3.5 ms, repetition time 10 ms, lip-angle 10°, ield-of-view 
400 mm, number of signal averages 1. VENC 150 cm/sec. Acceleration was achieved by Echo Planar Imaging 
with EPI factor 5. Free-breathing was allowed, and no respiratory motion compensation was used6. he number 
of slices was 40 with a temporal resolution of 40 ms. his sequence has been comprehensively validated before for 
low quantiication18,19. he number of reconstructed phases was set to 30. he 4D low encoding was performed 
by standard 4-point encoding.
 ?ƪǤ Online/oline 4D low data quality assurance checks, 
Maxwell correction, phase unwrapping and spatial misalignment of 4D low data were done as already described 
in a previous publication from our group6. he efects of concomitant gradient terms were compensated by 
Maxwell correction methods. Remaining background errors were corrected by the local phase correction (LPC) 
ilter on the CMR scanner performed in a two-dimensional way - slice by slice6. he LPC is a magnitude-weighted 
spatial low pass ilter; pixels that are expected to be part of the static background are used with a higher weight 
than noisy background pixels or pixels that are expected to contain low to determine the local phase ofset. LPC 
uses surrounding tissue to determine “static” areas.
All 3D phase-contrast data sets were investigated for phase aliasing artefacts. If present then phase unwrap-
ping was performed as per previously published guidelines on phase-contrast methods20. Additionally, any spatial 
misalignment of 4D low data to cine imaging was corrected before any low analysis was performed. his was 
done by visualising streamlines in 4-chamber view at peak systole and repositioning them over descending aorta. 
Similar checks were done during diastole in 4-chamber and 2-chamber views for peak mitral inlow streamlines.
3SCIENTIFIC REPORTS |         (2020) 10:9908  | ǣȀȀǤȀ ? ?Ǥ ? ? ? ?Ȁ ? ? ? ? ?Ǧ ? ? ?Ǧ ? ? ? ? ?Ǧ
www.nature.com/scientificreportswww.nature.com/scientificreports/
Ǥ Image analysis was undertaken at Sheield and Leiden. Health control data from Leiden 
was analysed only at Leiden. All study images were analysed by PG (>5 years’ experience in advanced CMR tech-
niques), NB (1-year experience in advanced CMR techniques), BF (1-year experience in advanced CMR tech-
niques, BF carried out the blinded interobserver reliability tests) and RVDG (>5 years’ experience in advanced 
CMR techniques). Images were evaluated oline using research sotware (MASS; Version 2019EXP, Leiden 
University Medical Centre, Leiden, he Netherlands). RV volumes and ejection fraction were both devised by 
standard methods and these are outlined below (Møgelvang et al., 1988). Tricuspid annular plane systolic excur-
sion (TAPSE) was determined by adapting the previous methodology used for mitral annular plane systolic 
excursion21. Right atrial area (RAA) was contoured in the four-chamber view just prior to the opening of the 
tricuspid valve (end-systolic phase).
ƪƤǤ All two-dimensional (2D) tricuspid inlow assessments 
were performed using validated techniques including retrospective valve tracking, with measurement planes 
positioned perpendicular to the inlow direction on two- and four-chamber cines22,23. Background velocity cor-
rection (i.e., for correction of through-plane motion and phase ofset) was derived from the velocity sampled 
in the myocardium in the reformatted dynamic phase contrast plane. Contour segmentation was performed 
manually. Tricuspid inlow metrics computed included: tricuspid valve stroke volume (ml), peak early tricuspid 
inlow velocity (E-wave velocity), peak late tricuspid inlow velocity (A-wave velocity) and E/A ratio respectively.
 ?ƪǤ he LV short-axis segmentation was previously drawn by RVDG6. he RV seg-
mentation was done manually in phases one, six, twelve, eighteen and twenty-four in each short-axis slice. he 
sotware track system was then used to automatically propagate time-resolved contours to the intermediate 
phases6. Quality check for each generated contour was performed visually for any possible projection errors 
and manually corrected whenever needed. As the RV endocardial contours are the key determinants of blood 
low within the RV, a detailed stepwise methodology and quality checks are further described in the online 
Supplementary Document.
For calculation of RV blood low KE parameters, the segmentation for RV functional analysis was used to 
compute a three-dimensional RV volume similar to our pervious work6. For the 3D RV volume, the RV radius for 
a given angle and RV level was derived by linear interpolation6. his time-resolved, RV volume was constructed 
by representing the mesh in cylindrical coordinates6. Finally, this time-resolved RV mesh was applied to the 
raw velocity-encoded data as previously described24. Correction for translational and rotational misalignment 
between the short-axis cine and the 4D Flow CMR acquisition was performed using automated image registration 
as previously described25. For each volumetric element (voxel) the KE was computed using the following formula:
ρ= ⋅ ⋅KE V v1/2 2
blood voxel voxel
with ρblood being the density of blood (1.06 g/cm
3), Vvoxel the voxel volume and vvoxel the velocity magnitude 
of the corresponding voxel6. For each cardiac phase, the total KE within the RV was obtained by summation of 
the KE of every voxel. All KE parameters were normalized to the RV end-diastolic volume (KEiEDV) and accord-
ingly reported in µJ/ml6. Time-resolved KE curves were generated to derive physiologically relevant parameters, 
including: global RV KEiEDV (the mean KE of RV blood low throughout the entire cardiac cycle), systolic KEiEDV 
(the KE of the RV blood low during systole), diastolic KEiEDV (the KE of the RV blood low during diastole), peak 
E-wave KEiEDV (the peak KE of the RV blood low during early tricuspid illing), peak A-wave KEiEDV (the peak 
KE of the RV blood low during late tricuspid illing) and KEiEDV E/A ratio (the ratio of RV peak E-wave KE to 
RV peak A-wave KE) (Fig. 1)6.
ǦȀǦǤ For interobserver reproducibility, NB and BF contoured the 
short-axis RV cine volumetric stack in 20 random study subjects and both were blinded to each other’s anal-
ysis. For intraobserver reproducibility, NB re-analysed the RV short-axis cines for the same 20 subjects ater 2 
months. he automated KE parameters were generated both for Intra and interobserver reproducibility through 
new endocardial contouring respectively.
Ǥ Statistical analysis was performed using IBM SPSS Statistics 21.0 and on MedCalc (ver-
sion: 19.0.5)6,26. Continuous measurements are presented as mean ± standard deviation6. Demographic compar-
isons were performed with an independent samples t-test. Intra-/inter-observer reliability tests were done by the 
coeicient of variability. In diferent quartiles of age group, the Kruskal-Wallis H test was used to perform Dunn 
posthoc analysis. Association of age to KE parameters was carried out by Spearman’s rank correlation coeicient 
test. In multivariate analysis, a forward-conditional method was used for regression and parameters with statis-
tical signiicance from one-way analysis (p  <  0.05) were chosen for multivariate analysis. A p-value < 0.05 was 
considered statistically signiicant.
Results
Ǥ All 53 healthy volunteers completed the full study protocol. he research cohort contained 
21% females with a mean age of 50 ± 17 years and 32 males with a mean age of 42 ± 17. Table 1 demonstrates a full 
summary of the study cohorts’ demographic characteristics.
Ǥ Table 1 shows no significant sex differences for any of the indexed CMR data. 
Furthermore, there was no signiicant diference for RV peak-E and peak-A wave velocities. Global RV KEiEDV 
was 4.6 ± 1.89 µJ/ml (mean ± SD), with an RV systolic KEiEDV of 8.12 ± 3.88 µJ/ml and mean RV diastolic KEiEDV 
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Figure 1. Overview of kinetic energy co-registered maps on short-axis cine.
Healthy 
Volunteers Female (N = 21) Males (N = 32) P-value
Age (years) 45 ± 17 50 ± 17 42 ± 17 0.08
Body surface area (m2) 1.85 ± 0.2 1.7 ± 0.2 1.94 ± 0.13 <0.01
RV volumetric and functional assessment
RVEDVi (ml/m2) 84.77 ± 23.1 81.31 ± 21.2 87.03 ± 24.3 0.38
RVESVi (ml/m2) 35.74 ± 11.7 33.67 ± 8.95 37.09 ± 13.2 0.3
RV SVi (ml/m2) 51.19 ± 10.1 50.78 ± 10.2 51.46 ± 10.3 0.81
RV EF (%) 59.46 ± 6.14 60.39 ± 5.02 58.86 ± 6.78 0.38
Right atrial area (mm) 23.04 ± 4.09 22.31 ± 3.05 23.53 ± 4.64 0.3
RAAi (mm) 12.54 ± 2.21 13.14 ± 2.08 12.14 ± 2.23 0.11
TAPSE 28.36 ± 6.47 30.12 ± 7.34 27.2 ± 5.66 0.11
Retrospective valve tracking assessment of tricuspid diastolic inlow
RV peak E-wave velocity 
cm/s
49.85 ± 10.1 49.69 ± 8.13 49.95 ± 11.3 0.93
RV peak A-wave velocity 
cm/s
38.8 ± 10.9 38.97 ± 9.2 38.68 ± 12.1 0.93
RV KE E/A ratio 1.37 ± 0.4 1.33 ± 0.31 1.4 ± 0.45 0.54
TV SV (ml) 87.9 ± 23 81.4 ± 18 92.1 ± 25 0.1
RV KE assessment
RV global KEiEDV µJ/ml 4.6 ± 1.89 4.57 ± 1.07 4.63 ± 2.29 0.92
RV minimum KEIEDV µJ/ml 0.71 ± 0.57 0.84 ± 0.8 0.63 ± 0.34 0.19
RV systolic KEiEDV µJ/ml 8.12 ± 3.88 7.4 ± 1.89 8.6 ± 4.72 0.27
RV diastolic KEiEDV µJ/ml 2.68 ± 1.08 2.89 ± 0.96 2.53 ± 1.14 0.24
RV peak E-wave KEiEDV 
µJ/ml
5.53 ± 2.81 5.73 ± 2.94 5.4 ± 2.76 0.67
RV peak A-wave KEiEDV 
µJ/ml
4.59 ± 1.88 5.15 ± 1.66 4.22 ± 1.94 0.08
RV KEiEDV E/A ratio 1.51 ± 0.84 1.29 ± 0.57 1.65 ± 0.97 0.14
Table 1. Demographic characteristics, kinetic energy and haemodynamic variables of the 53 healthy volunteers 
involved in this research project. hese values have been separated into entire study cohort, male and female. 
he data are presented as mean ± standard deviation. RV = right ventricle, RVEDVi = right ventricular end-
diastolic volume indexed, RVESVi = right ventricular end-systolic volume indexed. RV SV = RV stroke volume 
indexed RV EF = RV ejection fraction, RAAi = right atrial area indexed, TAPSE = tricuspid annular plane 
systolic excursion, KEiEDV = kinetic energy indexed to end-diastolic volume. he P-value shows the statistical 
diference of the characteristics between the sexes.
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2.68 ± 1.08 µJ/ml. Additionally, peak E-wave KEiEDV was 5.53 ± 2.81 µJ/ml and peak A-wave KEiEDV 4.59 ± 1.88 
µJ/ml. his resulted in an average KEiEDV E/A ratio of 1.51 ± 0.84 respectively.
ơǤ here were no signiicant sex diferences for global RV KEiEDV (4.57 ± 1.07 vs 4.63 ± 2.29, 
P = 0.92) assessment. his was also the case for RV systolic KEiEDV (P = 0.27) and diastolic KEiEDV (P = 0.24) 
assessments. Males exhibited a higher RV peak A-wave KEiEDV (5.15 ± 1.66 vs 4.22 ± 1.94), although this did not 
reach statistical signiicance (P = 0.08). here was no diference in RV peak E-wave KEiEDV (P = 0.67) and there-
fore, the KEiEDV E/A ratio was very similar (1.29 ± 0.57 vs 1.65 ± 0.97, P = 0.14).
ǦǤ Indexed RV end-diastolic volume (RVEDVi), end-systolic vol-
ume (RVESVi) and stroke volume (RVSVi) demonstrated a negative association with advancing age (P < 0.01) 
(Table 2). However, RV ejection fraction (RV EF) and indexed right atrial area (RAAi) had no signiicant associa-
tion with age. TAPSE demonstrated a negative modest association with age (R = −0.307, P = 0.03).
ǦƪǤ he early diastolic tricuspid inlow peak velocity (E-wave) 
did not demonstrate any association to age. However, the late diastolic tricuspid inlow peak velocity (A-wave), 
increased signiicantly with age (R = 0.4, P < 0.01) (Table 2). Both, TV inlow E/A ratio and TV SV were nega-
tively associated with increased age (P < 0.01).
ǦǦƪǤ RV global, systolic and diastolic KEiEDV 
parameters demonstrated no signiicant changes with advancing age. However, peak E-wave KEiEDV decreased 
with age whereas peak A-wave KEiEDV increased with age. he RV KEiEDV E/A ratio demonstrated the highest 
association to age (R = −0.53, P < 0.01) when compared to all RV functional and haemodynamic parameters 
(Fig. 2). All 2D tricuspid low parameters were associated with their respective RV KE parameters (P < 0.01). he 
TV SV positively correlated with RV KEiEDV E/A ratio (R = 0.36, P < 0.01).
Spearman’s 
rank correlation 
coeicient P-value
RV 
functional 
parameters
RVEDVi −0.485 <0.01
RVESVi −0.478 <0.01
RV SVi −0.436 <0.01
RV EF (%) 0.261 0.06
RAAi 0.031 0.83
TAPSE −0.307 0.03
RVT 
derived 
TV inlow 
parameters
Peak E-wave 
velocity
−0.165 0.24
Peak A-wave 
velocity
0.4 <0.01
E/A ratio −0.458 <0.01
TV SV −0.434 <0.01
RV blood 
low KE 
parameters
RV global 
KEiEDV
−0.074 0.60
RV systolic 
KEiEDV
−0.106 0.45
RV diastolic 
KEiEDV
−0.172 0.22
RV peak E-wave 
KEiEDV
−0.3 0.04
RV A-wave 
KEiEDV
0.42 <0.01
KEiEDV E/A ratio −0.531 <0.01
Association of 4D diastolic RV KE parameters to 2D tricuspid inlow 
parameters
RV peak E-wave velocity to RV 
peak E-wave KEiEDV
0.44 <0.01
RV Peak A-wave velocity to RV 
peak A-wave KEiEDV
0.58 <0.01
E/a ratio to KEiEDV E/A ratio 0.62 <0.01
Table 2. his table demonstrates the associations between age and RV functional parameters, as well as 
retrospective valve tracking, derived tricuspid valve inlow parameters and right ventricular blood low kinetic 
energy parameters. he inal section of the table displays the association between two dimensional and 4D right 
ventricular blood low parameters. RV = right ventricle, RVEDVi = right ventricular end-diastolic volume 
indexed, RVESVi = right ventricular end-systolic volume indexed, RVSVi = right ventricular volume indexed, 
RVEF = right ventricular ejection fraction, RAAi = right atrial area indexed, TAPSE = tricuspid annular plane 
systolic excursion, TV SV = tricuspid valve stroke volume, KEiEDV = kinetic energy indexed to end-diastolic 
volume.
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Ǥ In univariate analyse, indexed RV end-diastolic volume, TAPSE, RV peak A-wave 
velocity, E/A ratio, TV SV, RV peak E-wave KEiEDV, RV peak A-wave KEiEDV and KEiEDV E/A ratio demonstrated 
association to age (Table 3). In a multivariate model, only 4D low derived TV SV and RV KEiEDV E/A demon-
strated independent association to age.
Ǥ he healthy volunteers were split into 5 groups according to age. Group 1 (n = 12) 
23 ± 2 years old, group 2 (n = 9) 32 ± 3, group 3 (n = 11) 47 ± 4, group 4 (n = 10) 54 ± 2, group 5 (n = 11) 69 ± 6 
Figure 2. Panel A - scatter plots displaying the signiicant negative correlation between tricuspid low E/A 
velocity ratio and age / right ventricular blood low kinetic energy ratio and age. Panel B - Bar chart to display 
the values for 4D low derived TV stroke volume and right ventricular blood low E/A kinetic energy ratio. he 
x-axis denotes an increase in age, and the study population is divided into 5 groups.
Variables
Univariate Multivariate
Coeicient β 
(SE) P-value
Coeicient β 
(SE) P-value
RVEDVi −6.15 (2.04) <0.01
TAPSE −1.57 (0.58) <0.01
RV peak 
A-wave 
velocity
2.66 (0.98) <0.01
E/A ratio −0.12 (0.03) <0.01
TV SV −7.59 (1.95) <0.01 −0.02 (0.007) <0.01
RV peak 
E-wave 
KEiEDV
−0.57 (0.26) 0.031
RV peak 
A-wave 
KEiEDV
0.49 (0.17) <0.01
KEiEDV E/A 
ratio
−0.29 (0.07) <0.01 −0.68 (0.21) <0.01
Table 3. Results of univariate and multivariate linear regression analysis of 2D velocity and 4D kinetic energy 
parameters. RV = right ventricle RVEDVi = right ventricular end diastolic volume indexed, TAPSE = tricuspid 
annular plane systolic excursion, TV SV = tricuspid valve stroke volume.
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years old (Table 4). On post-hoc analysis for inter age group changes, RVEDVi, RVESVi, RVSVi, peak A-wave TV 
low velocity, TV E/A ratio, 4D low derived TV SV and RV KEiEDV E/A ratio demonstrated signiicant changes 
(Figs. 2, 3).
Ǥ Detailed reproducibility tests are in the online sup-
plementary material. All of the indexed global KE parameters for the intraobserver reliability tests produced 
excellent correlation concordance coeicient (CCC) (average CCC 0.95, average precision 0.95, and average accu-
racy 0.99). he mean bias was also not signiicant for intraobserver tests (bias = −7%, P = NS). Overall, the inter-
observer CCC was acceptable at 0.90, average precision 0.9, and average accuracy 0.98) excluding peak E-wave 
KE. he interobserver peak E-Wave KE CCC was low at 0.59. he mean bias for interobserver tests was also not 
statistically diferent (bias − 6%, P = NS).

In this study, we have shown that retrospective valve tracking derived tricuspid valve stroke volume and RV 
intra-cavity blood low KEiEDV E/A ratio are independently associated with ageing. his study also demonstrates 
that with healthy ageing, RV peak E-wave KEiEDV decreases whereas RV A-wave KEiEDV goes up (Fig. 4). In addi-
tion, this study demonstrates the reproducibility of the RV intracavity blood low KE quantiication methods.
In this study, the RV blood low KE mapping was performed by a semi-automated method following the 
segmentation of RV in the short-axis cines. One of the key advantages of this is substantive time-saving. his is 
because no additional segmentation is required to derive KE parameters, and it takes less than a minute when 
compared to the automated retrospective valve tracking method, which takes around 4 minutes per-valve27. 
Moreover, in this study, RV diastolic KE parameters demonstrated good correlation to similarly deined 2D tri-
cuspid low metrics derived by retrospective valve tracking method. his becomes even more relevant as RV 
blood low KE E/A ratio demonstrated superior association to ageing than any other RV parameter and hence 
may represent a better imaging marker of RV diastolic assessment, once age-adjusted normal RV blood low KE 
E/A ratio tables are established enabling one to detect diastolic dysfunction of the right ventricle.
Age groups (a) (n = 12) (b) (n = 9) (c) (n = 11) (d) (n = 10) (e) (n = 11) P
Mean age (yrs) 23 ± 2 32 ± 3 47 ± 4 54 ± 2 69 ± 6
RVEDVi (ml/m2) 95.4 ± 19d,e 95.8 ± 24.6d,e 88.9 ± 20.3d,e 77.7 ± 14.1a,b,c 62.9 ± 24.6a,b,c 0.01
RVESVi (ml/m2) 39.3 ± 12.2d,e 36.4 ± 20.1e 34 ± 12.7e 31.8 ± 11.9a 26.1 ± 10.8a,b,c 0.01
RVSVi (ml/m2) 57 ± 8.18d,e 55.2 ± 7.3e 51.5 ± 12.2 48.2 ± 6.4a 39 ± 19.3a,b 0.04
RV EF (%) 56.4 ± 6 57.9 ± 11.4 59.7 ± 7.7 61.1 ± 8 60.1 ± 4.9 0.35
RAAi (mm) 11.6 ± 2.4 12.9 ± 3.3 13 ± 3 11 ± 1.4 12.7 ± 3.2 0.26
TV peak E-wave velocity 
(cm/s)
55.4 ± 14.9 49 ± 4.8 44.2 ± 8.7 47 ± 12.7 51.7 ± 21 0.34
TV Peak A-wave velocity 
(cm/s)
33.2 ± 11d,e 36.9 ± 13.7d 33.3 ± 15.9d 44.6 ± 19.3a,b,c 42.3 ± 11.3a 0.02
E/A ratio 1.6 ± 0.4d,e 1.5 ± 0.6d 1.5 ± 0.5d 1.1 ± 0.4a,b,c 1.2 ± 0.5a 0.01
TV SV (ml) 93.1 ± 38.9e 96.3 ± 39.2e 91.6 ± 20.5e 81.7 ± 36 66.3 ± 27.5a,b,c 0.02
TAPSE 29 ± 8.5 29.9 ± 9.3 29.6 ± 13.1 26.8 ± 6.9 25.6 ± 8.9 0.2
RV global KEiEDV (µJ/ml) 4.3 ± 1.5 4.1 ± 2.3 4.9 ± 2.6 4.5 ± 1 3.8 ± 2 0.62
RV systolic KEiEDV (µJ/
ml)
8 ± 3.5 5.6 ± 5.6 8.3 ± 3.8 7.5 ± 3.4 6.8 ± 3.4 0.6
RV diastolic KEiEDV 
(µJ/ml)
2.6 ± 1 2.9 ± 1.1 2.3 ± 1.2 2.3 ± 0.9 1.8 ± 1.2 0.36
RV peak E-wave KEiEDV 
(µJ/ml)
5.6 ± 4 6.1 ± 3.7 3.7 ± 3.4 4.7 ± 3.7 4 ± 1.2 0.09
RV peak A-wave KEiEDV 
(µJ/ml)
3.5 ± 1.8 3.9 ± 2.9 4.3 ± 2.2 5.1 ± 1.6 4.8 ± 4.2 0.1
RV KEiEDV E/A ratio 2.1 ± 0.3
d,e 1.8 ± 1.8d.e 1.5 ± 1d,e 1 ± 0.5a,b,c 0.7 ± 0.7a,b,c <0.01
RV global KE (mJ) 8.6 ± 2.3 8.2 ± 3.5 8 ± 4.4 8.7 ± 3.8 6.1 ± 3.9 0.15
RV systolic KE (mJ) 16 ± 4 12.9 ± 8.5 14.1 ± 5.5 15.2 ± 8.1 10.3 ± 5.4 0.23
RV diastolic KE (mJ) 5.2 ± 1.6 5.3 ± 2.5 4.3 ± 2.5 4.4 ± 1.5 3.3 ± 1.6 0.09
RV peak E-wave KE (mJ) 12 ± 6.7e 11.7 ± 5e 8.4 ± 5.4 8.2 ± 6 7 ± 1.6a,b 0.05
RV peak A-wave KE (mJ) 6.5 ± 3.5 7.6 ± 4.5 8.3 ± 4.5 10 ± 4 8.5 ± 6.8 0.13
Table 4. Post-hoc analysis, divided according to age groups. Analysis of, both indexed and non-indexed for 
end-diastolic volume, volunteer haemodynamic and KE variables. he data is presented as the median ± 
interquartile range. he superscript letters (a–e) represent statistically signiicant inter-age group comparisons 
where P < 0.05. RV = right ventricle, RVEDVi = right ventricular end-diastolic volume indexed, RVESVi 
= right ventricular end-systolic volume indexed, RV SVi = right ventricular stroke volume indexed, TV 
SV = tricuspid valve stroke volume TAPSE = tricuspid annular plane systolic excursion, KEiEDV = kinetic 
energy indexed to end-diastolic volume.
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he reported individual components of RV blood low KE in this study are similar to previously published 
studies28,29. Carlsson et al. demonstrated that the systolic peak of RV KE is larger than the early diastolic peak. 
his study also conirms these universal physiological indings. Fredriksson et al. demonstrated that the majority 
of RV KE comes from direct low, blood that enters the ventricle during diastole and leaves the ventricle during 
systole in the analysed heartbeat. he results from our study demonstrated that the RV global KE for the complete 
cardiac cycle was comparable in the diferent age groups that we studied (P > 0.05) and had no association to age, 
within the limitation of the cohort we studied. A plausible explanation for this is that the global RV KE for the 
complete cardiac cycle is preserved throughout healthy ageing and only individual components may change. We 
do not have data on older healthy adults to ascertain that this inding is universally applicable throughout the age-
ing process. Even RV blood low systolic and diastolic average KEiEDV did not show any signiicant association to 
ageing. However, peak blood low KE during early and late ventricular illing demonstrated association to ageing 
and their ratio signiicantly decreased with ageing. hese indings are very similar to LV blood low KE and sug-
gest that RV diastolic illing also adapts in a similar way to LV illing and the two share a common physiology. One 
explanation for our inding is that as RV diastolic function deteriorates with ageing due to stifness of the RV17, 
there is a steady decrease in E-wave KE with a compensatory increase in RV peak A-wave KEiEDV., hese results 
support the previously established theory that an increase in right atrial contraction and its associated rise in right 
atrial pressure are required to maintain suicient right ventricular illing in older individuals30.
Previous studies using echocardiography have similarly shown that with advancing age there is a reduction 
in the early illing velocity of the RV17,30. Lindqvist et al. used pulse wave Doppler imaging to determine RV early 
and late illing velocities and similar to our work, their study demonstrated that peak E-wave velocity of tricuspid 
inlow decreases with advancing age and peak A-wave velocity increases with increased age30. In both this previ-
ous and our current study there was a consistent signiicant increase in tricuspid peak A-wave diastolic velocities 
Figure 3. Box and whisker diagrams to demonstrate the association between age and right ventricular blood 
low parameters. RV end-diastolic volume was found to have a signiicant negative association with age across 
the 5 age groups. he same was found for RV blood low early illing KE. TV peak late illing velocity has a 
signiicant positive correlation with age across the 5 age groups. he rest of the parameters were found to be 
none signiicant when increasing with age.
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(r = 0.35, P < 0.01 vs ours, r = 0.4, P < 0.01). Additionally, the E/A ratio declined signiicantly as age increased in 
both studies (Lindqvist, r = −0.57, P < 0.01 vs ours, r = −0.46, P < 0.01). However, no reliability tests were carried 
out for Doppler methods. Doppler methods are subject to through-plane motion which can signiicantly alter 
the results31. In another large study which included 298 healthy subjects, peak early illing tricuspid low velocity 
ratio to early diastolic tissue Doppler velocity (Ea) demonstrated only a modest correlation to ageing (r = 0.21, 
P < 0.01) versus the 4D low derived RV blood low KE E/A ratio which demonstrated much better correlation to 
ageing (r = −53, <0.01). As age-dependent changes of RV diastolic properties can be attributed to the increase of 
the arterial stifness of the pulmonary vessels occurring with ageing, however, more work is required to determine 
that the RV blood low KE E/A ratio can be a better imaging marker of raised pulmonary artery pressures32,33.
As per previous literature by Fiechter et al., the end-diastolic volume, end-systolic volume and RV stroke 
volume in our study also had a signiicant negative correlation with age (P < 0.01)9. All of these results support 
the current literature that ageing is associated with a number of physiological RV volumetric and low changes3,4.
For the clinical translation of any novel imaging marker, other than diagnostic accuracy, good intra-/
interobserver reproducibility are very important. In this study, all the RV blood low KE parameters demon-
strated a high degree of reproducibility, in particular, the RV blood low KE E/A ratio had only 1.4% and 3.5% 
intra-inter-observer bias respectively with acceptable CCC for clinical translation.
It is worth mentioning that in our study there were no major gender-related diferences both for RV volumet-
ric and blood low assessment. his is probably because the number of healthy individuals recruited in this study 
is small as opposed to other population-based CMR studies which have previously demonstrated that males tend 
to have larger RV volume34. Future studies are warranted to investigate RV blood low diferences in a larger CMR 
study.
Ǥ Lindqvist et al. have previously elicited that age does not impact RV systolic function, 
the changes in RV function, with age, are mainly due to diastolic illing mechanisms. hus, in clinical practice, 
there is a need for accurate and reliable quantiication of RV diastolic function. Current methods to assess RV 
diastolic function have not been translated into clinical practice due to their limitations. his study paves the way 
for novel semi-automated strategies to construct a comprehensive RV diastolic function assessment with a high 
degree of intra-/inter-observer reproducibility for the majority of the metrics. It provides a reliable parameters’ 
correlation with age that could produce once expanded into an older adult, a comprehensive table of the normal 
age-adjusted table against which comparisons could be made when studying patients with possible right ventricu-
lar impairment. Further studies are warranted to investigate and develop non-invasive models using the methods 
proposed against invasively derived right heart pressures for their clinical translation.
Ǥ During the 4D low acquisition, respiratory navigation was omitted which may have had an 
impact on RV KE parameters. However, studies that carried out a head-to-head comparison of whole-heart 
4D flow have demonstrated that for quantification of intra-cardiac KE, both respiratory navigated and 
non-respiratory navigated 4D low acquisitions are comparable35. Another limitation that could inluence the 
quality of the KE data, is a low temporal resolution (40 ms). Spatial co-registration of breath-hold cine and 
free-breathing 4D low to derive KE could have introduced some quantiication errors. Other confounding fac-
tors include variation in the heart rate and physiological condition between the two acquisitions. Additionally, 
the data gathered from this study cannot be used for patients that sufer from congenital heart disease, valvular 
Figure 4. hree line graphs, in participants aged 25, 42 and 73 years old, to demonstrate the three blood low 
kinetic energy peaks during the cardiac cycle during diastole and systole. he yellow dot shows the systolic peak 
of the kinetic energy curve. he blue dot denotes the E-wave peak of the kinetic energy curve. he purple dot is 
on top of the A-wave peak of the kinetic energy curve. he systolic peak decreases as age increases. Regarding 
diastole, early tricuspid inlow blood low kinetic energy sharply decreases, and there is no signiicant pattern 
to late tricuspid illing. At age 73 it can be seen that the time for diastole is much longer, this is a compensatory 
mechanism to allow more time for the ventricle to ill as the kinetic energy of the blood low is not very high. 
he x-axis gives the time through the cardiac cycle. he y-axis shows the kinetic energy, in µJ/ml.
1 0SCIENTIFIC REPORTS |         (2020) 10:9908  | ǣȀȀǤȀ ? ?Ǥ ? ? ? ?Ȁ ? ? ? ? ?Ǧ ? ? ?Ǧ ? ? ? ? ?Ǧ
www.nature.com/scientificreportswww.nature.com/scientificreports/
disease and or cardiomyopathies. his study was done in healthy volunteers and we did not record any lifestyle 
risk factors in these volunteers.
Finally, we believe that extending the study to include older healthy volunteers is necessary before we could 
propose a full age-adjusted normal table of measurement of RV blood low KE E/A ratio, against which patients 
could be compared.
Received: 11 November 2019; Accepted: 20 April 2020;
Published: xx xx xxxx
References
 1. Farmakis, D., Parissis, J., Lekakis, J. & Filippatos, G. Acute heart failure: Epidemiology, risk factors, and prevention. Rev. Espanola 
Cardiol. Engl. Ed 68, 245–248 (2015).
 2. Lloyd-Jones, D. M. et al. Lifetime risk for developing congestive heart failure: the Framingham Heart Study. Circulation 106, 
3068–3072 (2002).
 3. Strait, J. B. & Lakatta, E. G. Aging-associated cardiovascular changes and their relationship to heart failure. Heart Fail. Clin. 8, 
143–164 (2012).
 4. Cheitlin, M. D. Cardiovascular Physiology—Changes With Aging. Am. J. Geriatr. Cardiol. 12, 9–13 (2003).
 5. Nagueh, S. F. et al. Recommendations for the Evaluation of Let Ventricular Diastolic Function by Echocardiography: An Update 
from the American Society of Echocardiography and the European Association of Cardiovascular Imaging. J. Am. Soc. Echocardiogr. 
29, 277–314 (2016).
 6. Crandon, S. et al. Impact of Age and Diastolic Function on Novel, 4D low CMR Biomarkers of Let Ventricular Blood Flow Kinetic 
Energy. Sci. Rep. 8, 14436 (2018).
 7. Chia, E.-M. et al. Efects of age and gender on right ventricular systolic and diastolic function using two-dimensional speckle-
tracking strain. J. Am. Soc. Echocardiogr. Of. Publ. Am. Soc. Echocardiogr. 27, 1079–1086.e1 (2014).
 8. D’Andrea, A. et al. he impact of age and gender on right ventricular diastolic function among healthy adults. J. Cardiol. 70, 387–395 
(2017).
 9. Fiechter, M. et al. Age-related normal structural and functional ventricular values in cardiac function assessed by magnetic 
resonance. BMC Med. Imaging 13, 6 (2013).
 10. Barker, N. et al. A Systematic Review of Right Ventricular Diastolic Assessment by 4D Flow CMR. BioMed Res. Int. 2019, (2019).
 11. de Groote, P. et al. Right ventricular ejection fraction is an independent predictor of survival in patients with moderate heart failure. 
J. Am. Coll. Cardiol. 32, 948–954 (1998).
 12. van der Bijl, N. et al. Measurement of right and let ventricular function by ECG-synchronized CT scanning in patients with acute 
pulmonary embolism: usefulness for predicting short-term outcome. Chest 140, 1008–1015 (2011).
 13. D’Alonzo, G. E. Survival in Patients with Primary Pulmonary Hypertension: Results from a National Prospective Registry. Ann. 
Intern. Med. 115, 343 (1991).
 14. Juillière, Y. et al. Additional predictive value of both let and right ventricular ejection fractions on long-term survival in idiopathic 
dilated cardiomyopathy. Eur. Heart J. 18, 276–280 (1997).
 15. La Gerche, A., Connelly, K. A., Mooney, D. J., MacIsaac, A. I. & Prior, D. L. Biochemical and functional abnormalities of let and 
right ventricular function ater ultra-endurance exercise. Heart Br. Card. Soc. 94, 860–866 (2008).
 16. Voelkel, N. F. et al. Right ventricular function and failure: report of a National Heart, Lung, and Blood Institute working group on 
cellular and molecular mechanisms of right heart failure. Circulation 114, 1883–1891 (2006).
 17. Lindqvist, P., Waldenström, A., Henein, M., Mörner, S. & Kazzam, E. Regional and Global Right Ventricular Function in Healthy 
Individuals Aged 20–90 Years: A Pulsed Doppler Tissue Imaging Study Umeå General Population Heart Study. Echocardiography 
22, 305–314 (2005).
 18. Garg, P. et al. Comparison of fast acquisition strategies in whole-heart four-dimensional low cardiac MR: Two-center, 1.5 Tesla, 
phantom and in vivo validation study. J. Magn. Reson. Imaging JMRI 47, 272–281 (2018).
 19. Zhang, J.-M. et al. Comparison of Image Acquisition Techniques in Four-Dimensional Flow Cardiovascular MR on 3 Tesla in 
Volunteers and Tetralogy of Fallot Patients. Conf. Proc. Annu. Int. Conf. IEEE Eng. Med. Biol. Soc. IEEE Eng. Med. Biol. Soc. Annu. 
Conf. 2018, 1115–1118 (2018).
 20. Lotz, J., Meier, C., Leppert, A. & Galanski, M. Cardiovascular low measurement with phase-contrast MR imaging: basic facts and 
implementation. Radiogr. Rev. Publ. Radiol. Soc. N. Am. Inc 22, 651–671 (2002).
 21. Garg, P. et al. Ventricular longitudinal function is associated with microvascular obstruction and intramyocardial haemorrhage. 
Open Heart 3, e000337 (2016).
 22. Garg, P. et al. Reliability and reproducibility of trans-valvular low measurement by 4D low magnetic resonance imaging in acute 
myocardial infarct patients: two centre study. J. Cardiovasc. Magn. Reson. 18, (2016).
 23. Westenberg, J. J. M. et al. Mitral valve and tricuspid valve blood low: accurate quantiication with 3D velocity-encoded MR imaging 
with retrospective valve tracking. Radiology 249, 792–800 (2008).
 24. Hussaini, S. F., Rutkowski, D. R., Roldán‐Alzate, A. & François, C. J. Let and right ventricular kinetic energy using time-resolved 
versus time-average ventricular volumes. J. Magn. Reson. Imaging 45, 821–828 (2017).
 25. Elbaz, M. S. M. et al. Assessment of viscous energy loss and the association with three-dimensional vortex ring formation in let 
ventricular inlow: In vivo evaluation using four-dimensional low MRI. Magn. Reson. Med. 77, 794–805 (2017).
 26. Schoonjans, F., Zalata, A., Depuydt, C. E. & Comhaire, F. H. MedCalc: a new computer program for medical statistics. Comput. 
Methods Programs Biomed. 48, 257–262 (1995).
 27. Kamphuis, V. P. et al. Automated Cardiac Valve Tracking for Flow Quantiication with Four-dimensional Flow MRI. Radiology 290, 
70–78 (2019).
 28. Carlsson, M., Heiberg, E., Toger, J. & Arheden, H. Quantiication of let and right ventricular kinetic energy using four-dimensional 
intracardiac magnetic resonance imaging low measurements. Am. J. Physiol.-Heart Circ. Physiol. 302, H893–H900 (2011).
 29. Fredriksson, A. G. et al. 4-D blood low in the human right ventricle. Am. J. Physiol.-Heart Circ. Physiol. 301, H2344–H2350 (2011).
 30. Innelli, P., Esposito, R., Olibet, M., Nistri, S. & Galderisi, M. he imp act of ageing on right ventricular longitudinal function in 
healthy subjects: a pulsed tissue Doppler study. Eur. J. Echocardiogr. 10, 491–498 (2009).
 31. Kayser, H. W., Stoel, B. C., van der Wall, E. E., van der Geest, R. J. & de Roos, A. MR velocity mapping of tricuspid low: correction 
for through-plane motion. J. Magn. Reson. Imaging JMRI 7, 669–673 (1997).
 32. Davidson, W. R. & Fee, E. C. Inluence of aging on pulmonary hemodynamics in a population free of coronary artery disease. Am. 
J. Cardiol. 65, 1454–1458 (1990).
 33. Dib, J. C., Abergel, E., Rovani, C., Rafoul, H. & Diebold, B. he age of the patient should be taken into account when interpreting 
Doppler assessed pulmonary artery pressures. J. Am. Soc. Echocardiogr. Of. Publ. Am. Soc. Echocardiogr. 10, 72–73 (1997).
 34. Kawut, S. M. et al. Sex and race diferences in right ventricular structure and function: the multi-ethnic study of atherosclerosis-right 
ventricle study. Circulation 123, 2542–2551 (2011).
1 1SCIENTIFIC REPORTS |         (2020) 10:9908  | ǣȀȀǤȀ ? ?Ǥ ? ? ? ?Ȁ ? ? ? ? ?Ǧ ? ? ?Ǧ ? ? ? ? ?Ǧ
www.nature.com/scientificreportswww.nature.com/scientificreports/
 35. Kanski, M. et al. Whole-heart four-dimensional low can be acquired with preserved quality without respiratory gating, facilitating 
clinical use: a head-to-head comparison.

We thank Gavin Bainbridge, Caroline Richmond, Margaret Saysell and Petra Bijsterveld for their assistance 
in recruiting and collecting data for this study. AR was supported by Clinical Research Career Development 
Fellowships from the Wellcome Trust (206632/Z/17/Z). AS was supported by the Wellcome Trust 
(205188/Z/16/Z). PG was supported by the Academy of Sciences Starter Grant (SGL018\1100). SP is supported 
by the British Heart Foundation [CH/16/2/32089].

Pankaj Garg - Corresponding Author N.B. and H.Z. were involved in the conception, CMR analysis, statistics and 
drated the initial manuscript for the study. A.A.M., A.J.S. and D.G.K. contributed to the conception and design of 
the study and provided critical input. S.P and P.G. were involved in data acquisition. B.F. and A.E were involved in 
CMR. analysis. J.W. was also involved in acquisition and analysis, as well as data interpretation. R.J.v.d.G. assisted 
with the conception and design of the study, in addition to developing the methods for the study and proving the 
core lab for analysis. A.J.S., A.R. and J.M.W. provided senior critical input. P.G. contributed signiicantly to the 
conception, analysis, statistics and writing of this study. S.P. supervised the study. All authors read and approved 
the inal manuscript.

he authors declare no competing interests.

Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-66958-y.
Correspondence and requests for materials should be addressed to P.G.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional ailiations.
Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. he images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© he Author(s) 2020
